supported the axenic growth and maturation of several species of nematodes. The availability of baker's yeast and the ease of preparing the extract makes it a convenient and inexpensive supplement. The availability of such a supplement is required if nematodes are to be fully exploited for genetic and developmental studies. Heretofore, media for axenic culture have been either difficult to prepare or expensive, or both, requiring tissue or cellular extracts to obtain short generation time and large populations.
Routinely, media are composed of a heated liver extract (Sayre et al., 1963) or raw liver extract (Stoll, 1953) as a supplement added to a solution of peptone, beef heart infusion or autolyzed yeast extract. For review articles dealing with various media, see Stoll (1953) , Dougherty et al. (1959) , Nicholas et al. (1959), and Rothstein & Nicholas (1969) . The peptone, beef heart infusion and autolyzed yeast solutions in combination or alone are not sufficient for growth and maturation of nematodes. The liver extract is frequently adequate as a complete medium but is more economically used as a supplement. Chick embryo extract has also been used as a supplement but it is tedious to prepare and expensive if purchased and required in large quantities. A sterile untreated extract from baker's yeast as a supplement in a non-defined basal medium is reported on here.
Preparation of supplement
The preparation of the extract from dry granular baker's yeast is described, '
but the same procedure applies to preparation from cake yeast. The dry yeast has better shelf storage quality and is more convenient. gram of yeast. The yeast mixture was centrifuged at 17,000 x g for 5 minutes at 4°C. The first step both hydrates and washes the yeast cells. The pellet was mixed with equal volumes of distilled water, or 0.05 M phosphate buffer, pH 7, and glass beads 0.12 mm in diameter. A Waring Blendor equipped with a 325 ml metal container was used for volumes of 150 ml or less and a Sorval omni mixer with a 600 ml metal container for volumes of 150 to 300 ml. The mixture was cooled to 5° and ground for 10 minutes in two periods of 5 min with cooling between grindings so that the temperature did not exceed 23°. The yeast cells were also disrupted by agitation for 1 min in a Bronwill tissue homogenizer using glass beads 0.20 to 0.30 mm in diameter in equal volume to the yeast cell suspension. The homogenizer was cooled with carbon dioxide. The supernatant was decanted through several layers of cheese cloth to remove fat which clogs the filter, centrifuged again and decanted again through cheese cloth. Only the relatively clear supernatant is collected, the buffy, milky layer immediately underneath is excluded because it makes filtration difficult. The second centrifugation significantly increases the ease of filtration. Protein was estimated spectrophotometrically and the supernatant was diluted with distilled water or buffer to 50 mg/ml of protein in order to facilitate sterilization by filtration. The supernatant was filtered with a 47 mm Millipore pressure filter holder through a non-sterile HA filter, pore size 0.45 ,M, and then sterilized by passing it through a sterile Millipore PH filter of pore size 0.30
The first filtration removes large material from the supernatant and facilitates the sterilization. The filtrate was checked for sterility with Bacto nutrient broth or Bacto yeast extract and glucose and stored, either frozen or lyophilized, at -20°.
The initial protein content in different preparations using the Waring Blendor or omni mixer varied from 60 to 90 mg/ml. Grinding was not continued more than 30 min. Disruption for more than 1 min with the Bronwill homogenizer did not appreciably increase the yield of supplement.
Testing of supplement
The supplement was tested at 10% by volume in a solution of 3% soy-peptone and 3% powdered Bacto-yeast extract on three species of free-living nematodes, Caenorhabditi.r elegans, Caenorhabditi.r briggsae, and Panagrellus redivivu.r, and at 20% by volume in the same solution on two species parasitic on insects, Neoaplectana carpocapsae and Neoaplectana gla.reri. All tests were at 23°. Generation time and population counts at 20 days were determined for the free-living species from inocula into 0.25 aliquots of medium of three newly hatched larvae of ' C. elegans and C. brigg,iae (Lower et al., 1966) and ten newly laid larvae of P. redivivus (Lower et al., 1968) . Generation time was measured as elapsed time from the inoculation of larvae to production of larvae of the next generation. The generation times were 3.0 + 0.1 days for C. elegans, 3.1 ± 0.0 days for C. brigg.rae and 4.4 + 0.1 days for P. redivivus. These are comparable to genera-
